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[IS^3] MMP-3. MMP-7> MMP-8, MMP — 1 3> MT 
1 -MM F&£ZFT7ViJ*-A (aggrecanase) h & h MUZ H2> 1 t 
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[0 0 0 2] 
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W^^^Mi^H (magnetic resonance imaging: MR I) (i^ ^iffi^L-^iV— 7 
o TkWMif K'J-^A-yxfl/^ h V >^>*It^ (Gd-DTP 

[0 0 0 4] 

77- S^JftHWRrt Olfc-tlffl Y 'J ? * * 9 n y n x T - 4f (Matr ix met 

alloproteinase I MMP) HJR1~*MMP- 3 fcMMP-7 Zfa^MLX^&Z 
i:#?SR$*L;fc (MxJ*> ^Rf Bfcfclfc 2 £ i If 3 #J£) o MMPIittt««"C± 
£ffc/B-r*#3fre* H»rt^«W«»Ji'^life«ttJw|KSlxTV^o MMP -3 
i: MM P - 7 (ilfcf Ii<7)±^^t$) I) f t ^ 'J 7^'J * 

UV^o Z.<Dtztb, iTO^^-TfitliMMP - 3 hMMP — 7 tf^/U—T 

ai»o^»jt asiia &fM§ £ ^r-r * c t * ttr v > & 0 

tcii, MM P - 3 7 oftfl 1 1 v ^ n 7 7 - ^ i: ^)Mt ^t^^ifc 

^TSWtti^^^TC # * o fc 0 g^M^ * * £ J: tfMM P - 3 ^1 

"£2>ftm<D$>2> (MMP-3^^n7 7-^t:^t^)tftttB^i: LT«S<) 

MMP-7(i^ittt^f f*^^t^-&TNF-«^ifU ^TNF-« 
rt^F^* I' *5 It & MM P - 3 <^)M £4E3ti" & £ $ *fC v» * (00 x. 
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wmw&M i ] 

Haro et al.. Spine 21(1996), 1647-1652 

imzwxm 2 ] 

Haro et al., Spine 22(1997), 1098-1104 

Emmcrn. 3 3 

Haro et al, J. Spinal. Disorders 12(1999), 245-249 

0MMtt« 4 ] 

Haro et al., J. Clin. Invest. 105(2) (2000), 133-141 

■ 

imtmM 5 1 

Haro et al., J. Clin. Invest. 105(2) (2000), 143-150 
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MP-3. MM P - 7 h ft 3fcOg6 £ ?6^J t L T^ffl f * « 

[0 0 0 7] 

[ftw**** Linn rs] 

[0 0 0 8] 

±SBOg|yg*#^i-*/sje>^ MMP-3> MMP - 70iHtb ft5fc<£>Jc6 
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[0 0 0 9] 

m 

®hLTi±> ±ffibfcMMP- 3*3«t([>TVIMP- 7* ? ^f <btLTV^ 0 ffc, M 
MP- 8. MMP — 1 3. MT 1 — MMP (MMP — 1 4) ^i^T^'J ^7^- 
x(aggrecanase)^^Ofpffl=Sr^-i-^t#x.^tL^>o MMP-3 (E.C.3.4.24. 1 
7)Ji> stromelysin-l$ ii trans in t *>IW*U 7 4 7*V „ 7*->> 

7 0 U7-*?V'tJ>> #l3 7-r/ftlfi*)!ft5o MMP- 7 (E.C. 3. 4. 24. 33 
matrilysinf fzfiPUMPi: fcPWtt, N^i^^Xny-^ 

53ii?"f~&o MMP — 8 (E.C. 3.4.24.34) ti % collagenase-2£ /cJineutrophil col 
lagenase£ *>PWfr> & 4 "7*1 ^y-fy** 47*1\*?9 47*\\\& &^fe#J 
lw^i-*o MMP-1 3li, collagenase-3t &IW*L> Z 4 T'Wi y - f ^ 
C^tttlttffi^o MT 1 — MM P (membrane type-1 matrix metalloprote 
inase)fi> MMP - 1 4 £: & AW*^ 7nMMP - 2 JsitfVnMMP - 1 3 * 
f£ttft1"&o T^ 1 ;*^-^^. AD AM— T S (a disintegrin and metal lopr 
oteinase-thrombospondin) 7 r ^ V - KM U §fc#T ^ U * > *%-M1r& 0 
[0 0 10] 

[0 0 11] 

tfflxJ^ MMP-3> MMP-7, MMP- 8, MMP - 1 3, MT 
1-MMP (MMP-1 4) & XZ/TW # * - * (aggrecanase) & & <, 
[0 0 12] 
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[0 0 131 

[0 0 14] 
[0 0 15] 
[0 0 16] 

^mmmLizmmmwL^)\'-Tm$- uric taw «><i«l 

wimfi£iRiJ5eU Hfc#*6 0-8 0^ gfcfc&J:-9fcE£-Lt\ 9 6 
(well):/!'- hrtl'AtLTto ov^jeJLTOl**!-***^^^ 3 7t^tCO 
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2 ^ -F*J-C2 4BfK^*L/c 0 

(1) rr>- h n-VDMEM^I 2 0 0 1 

(2) tb'j3>tft>FMMP-3 (4 5kDa) 20//g/2 0 0//l 

(3) t Iff- > h MM P — 7 (19kDa) 20/(g/2 0 0/il 

(4) HfV3>kTt>hMMP-3 10//g+ t h'j2>tff>hMMP 
-7 10 /*g/2 0 0/il 

(5) t b 'J 3 > y Y MM P — 3 2 0//g+ t h V 3 y \£±> YMMP 
-7 2 0 /zg/2 0 0/il 

(6) ^r* A;^ V 1 , 5> 10, 50. 100, 5 0 Opkt(picoKatal)/ 2 
0 0^1 

t h V 3 > tf^- y Y MMP — 3 (CHEMICONtt) £ J: Xf M Y V 3 > e-J- > h MM 
P-7 (CHEMICONti) i* 4 r^DMEMJgifeK^Lfco *t;V<>f Vli#^f 
^3>fn-^t*»l, 3r^^V^> (ICN Biomedicals) SrlmMOEDTA 
, 0.0 6 7mM<7)^^*^>x^y-jK 5 . 5mM<£> v^-r-f V^U^^^tp^lC 
»J&*U 2 5T\ pH 6. 2 T~3 03M y**.^- Y bflftkft LT DMEMigifeK 

to in i frh^hfrttx. 7 mmp- 3. mmt-7 *mm-t&Wi&&£vm 

■^"7 9->0*rfeL^<S*«r|g2 H^-fo MMP-3> MMP- 7^ 

[0 0 17] 

H^e-fe^^^ o~4kg) ^mro^jn-e^aL, ^joawwj&AKi 

1.^*5 yikm.i& 0.5-1. Oml/kgSr&T&St-f & firsaS&S 
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(0.5mg/ml) „ 0. 5~ 1 . 0ml/kg£r7>V3 ? hT?&*fU£JIUftlfcLfco 

(^fij^ryn-f-) 0 

3. KV-tf>^ I^^(xrf-A)«b7 &£$JiK &T£SHS 

(1) tf'j3Vlft>hMMP-3 1 0 ,ug/l 0 0 0 /wg/l 
00//1 (Microcon YM-3"CML7t 

(2) b V hMMP- 7 1 0 yug/ 1 0 0 ^ lis J: V s 4 0 fx%/ 1 
00/il (Microcon YM-3t?j&*SLfCb<0) 

(3) 3r<=e^VM>' lkpt&it/Skpt 

( 1 mM<7) EDTA> 0 . 0 6 7vM<D* y° h x.? J -;K 5 . 5 mMO ~> * 7M 
>mmm*#tf?^^^LT2 5 *C> pH6.2t*3 0^ y*a.^~- h LTff&tt 

(4) =: > b n - ;V : ^afc^jjc (NSmormal saline) 

5. tM u>&'?&m*fflt. **Mr**— vW7'J-{cUo 

6. Vfflgfca3ml«ra«U JJyfeVkLti^ lilC 2 
3G>V#i|-*lsm ^Vh^/Hf^-^th'J^A (lmg/ml) 3ml£&# 

(£»-C5~7ml) L/vio 

7. — £ fci&fc tT(en bloc) ifilU 4%*^t'J >Mt@SU> 

8 . ^ 4 > U 1 %M7K^^^L7t: 0.03%77-^ 
> i; - >T» 5 #M$frfe L^o ov»t», 1 %HW^T^ilf, 0.2 5%t 
7 7->0t*7^Ml^o 
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[0 0 18] 

* 7 > K 7 :*\ 6.35 kgOH 1-^2 T £ jWft Kl^ffi L £ 

*&|&£^:£U A7f^ry'j>lty>|feU ^«it^K K*tJ£ LT^mS- 
HM^LT^I-o ^(OmMM^it, ^oa;^7^ f^)/\^-r^f;i,i:L 

, #11 2. 7 5kgOe-^;i/^:^ N h >J 3>Tf^-> hMMP- 3 <7>iflgfcKt± 

73\ ftii 4. 4kg<o\£-^)v±^m^tz 0 mM<D&xmizmmu<DMR i * 

: tf-^l/;£<7>3!l 2 J®fi (T 1 2) tHl 3JJW (T 1 3 
) O^O^^ti: 2 0;«g/2 0 O^K #1 3$S*£ (T 1 3) tHlMI (L 1 

) ow^aw^i^iiBMi (li) ^^2j^a (L2) omommmz io 

fxg/1 0 O^lftAUio n>Fn-;vi:U> f2« (L2) £H3Mi ( 
L 3) oraoramtefc&Sfcfcfc** 2 0 0^ l^AUco 

mmp-3o^4 : tr-^oii una (Tii) tmi 2mm (t i 2 
) omommtiLKi o^ g /i oo^i, #1 2m (t 1 2) tmi 3mm (t 
1 3) owoaw«tc2 o^g/2 oo^u hi 3mm (t 1 3) tmimm ( 

li) o^g/i oo/iiaxUo hi ojj« (ti 0) t» 

llfi* (Til) OWOlHt^^ > h n-^t LT4it&K* 2 0 0^1 
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mffl<Dmm%Lft^V>&Xl*l' y hr>^T^#£#KSpinal Needle) Srffiv* 
X'ft<=>fz (0 5) o '>'J>yiiWi"J»S G£Slml) £fflv^ 0 £;M£l 
aW^tc#JKMR I «r«3fet/io ^Xtu t^^iHS^MR I £EI6~8 K 

[0 0 19] 

HI 6 liMMP- 7 ^ffi^/if^f^ftMR IOT 1 5£fHH£-C& *) > 111 
7»iMMP-7*fflv^*i-g-Ojgf*«r^-rMR I <D T 2 5&mWi%.X~ & 2> 0 T 1 5i 

fflv^c^o^m^^-tTK^lSili^ (T2) mW&M-K&Z^-T 

[0 0 2 0] 

ov»T\ MMP — 7 £i£#Lfckr-^^£g$:U &ALfc*£W&*'£tr J 8 l 

flj^^fp^ff o"C#>£>> SUSfttR* «rf^J* L£ (H 9 ) o » L < f±> 4 9 * ;v 
AT^ft K»«-e@5e t 1 0 mM PBS^^ 3-9 J —)V&£Zf? uufc 
fr&KXWLMZft do #CV>-e, IftJjAcffc (Plank Rychlo method: Wako, Japan) & 

* h ^ y - y x 5 55f*l%fe t tz 0 o v>-c\ 1 %^^7K^-e^fe^> 0.25% 
-9- 7 9 — y o -c 7 #ng$rfe Ltzo 

Z<Dtyfr<D^M (*??vm) £E!l OlC^L/Co MMP- 7&Afet£>&(Dli 
, MMP- 7 *2 0 0/< l&ALfcSMfc (# 1 2#Mfcfc£l 3JW£ffi) O^tf"? 

*&4>l±, ^S^m7K*^AL7t^2Mm^^3Mm^rao 
$m"TNfc&o *0#tf-&$&fc#*fflfc^Lfc4>07&^ Ell l^XXmi 2X&2> 
o HI 1 »±MMP- 7 **>aLh»fc»iHl 0OTtt|5I 

l^v^n|U^$tt-Cv^ 0 cpg:t±^?n|2|£ 2feKW:j*:Ltz$><DX$>1)^ 
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&2feW;±m<V— U^^hiz l 0^&AL£&<£>-e&& 0 HI 2 ii, 

<D1 0fefa±mT-$>2> o H10>H11£«£TOI12 ^Jt^f^i:. MMP-7 

■ 

[0 0 2 1] 

#Sl4.0kg) <&&2S#I (C2) b&ZWm (C3) OWO^K^t-MMP 
-7&2 O/^g/2 0 0 //K l£3^a (C3) £$4&fg (C4) O^OiM 

2 0 0//1 ^ftXL/co &A 1 jSW&KfiW*^ "b^Wfliai^ 

LT^^^ifSrfflv^T^gl-r-So $MSttfe&iHft* 1 OcmyM ViKAtU RIPA( 
Radio Imuno Precipitation Assay) WMWLAmUZ^Uy- 4 1 — 4?®M&l<0§g.ffl 
( Roche: proteinase inhibitor cocktail tablets) 1 'fH^r^^L/i?#?^Srj)Dx. 
Tf-f '>artt?fl[j[#-f& 0 RIP A)BMffSJ[oa**± 1 5 OmM NaCU 1 %Triton- 
100, 0. 5%ft^r^3-^t h V 1 %SDS£-g-tf 5 OmMh n 

(pH8.0) -CabSo 4ti:t, — |fetf#Lfcik f ^ yafi^ 
*££$^LT. 4t\ 3 0 0 0rpm, 5flTK'C>f*o -e-tfXhfffc, #bm*>^ 
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W^Oiilil^ynr^ >T^-b-4lT^S^M^L/i±"e, Laemmli 
Sample Buffer^ilPx., 9 5"C. 1 2%VJU (&— ft^?AG<- 

£fflv>T, SDS-PAGE o (8 0V> 1 8 0^) 0 l^t N ^fn«b;v 
n-^JgHcig^L/r (0.1 A, 4 5 53*) o £ ttlCChemicon(Temecula,CA,USA)tt 
lOtf |ft A#c# ^nft/'J* ^fcvlfc £ SIS $ o V* -CECL ki t (Ammersham 
Pharmacia Biotech, UK) I:iotl6^$^fco H13te^ L/io HI* 

Mti^i^-*--e*0x petit v<D&i$%mfr&frt>itomLtz*>^?* 

^fcfflWLfc*w<*-C«fc»K C3/4 {i^S^7X * a A L £ Hi ffi 

h tttti L rt: * -Cab & o 

40kDa*UO0 kDaiW/ KtiG 1 K>r/^tf3 7^W 

JBv^sK^-r-f 7zt> (PC) 60J#^{±^ i^^MMP^T^'J*^- 

WTOffi £ *Lfc 0 4ItfcR"ftAOi^ (C3/4) i5 J: PftHHtttfrfr ( C 5 
/6) -e*>. yuTXVV *><Vftm%9&$i&-£fttZo Zfibtit&LX^ MM 

£*U±^ MMP- 7^«tA;v^7rt(7)7'nft^'J * >«r^PPt/i*S**e* 

& o 

[0 0 2 2] 

MP-3isJ:O f MMP-7 j&* ^ ;v - T £ jffilr ^C^iy^^o/:, ifz, 

w*?mfflfc^<o%.xmm (n«0 2) . e-^wi^^-T^^ 
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, MM P - 3 £ <£ IFMM P - 7 *«JHIW*^^- \Z.Wh~Z$> ZZttf 

[0 0 2 3] 

~ 7 MM KlS^I" Z> *§&W (D^)V~7 X&m& K <£ o T , ^ )\> - 7 £ K feW 

[mi] 

lf^;v-7^f^MMP-3> MMP-7, ^r<DU^m, *vf^3> 
fn-^hlT^^e^VM^^ i3J:tfn> bn-;v (DMEM^i) £ig#L 

7t mmmt £ ir m -e $> & o 

[HI2] 

ir^^-7tft?rMMP- 3. MMP-7, ^rl^tK ^yr^n^/ 

^-fe l tz * mi- m X h h o 

[El 3] 

->t^t^»:MMP-3, MMP-7> #yf-f :/a> l>n-;v£ ITO 
3^/nV^>. > n-;ixi: LTO^S^tK (NS) IrftXt, 1*1 

o 

[IH 4] 
[H5] 
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[m 6 ] 

Pre) fc^Xm (Post) OMR I (JKR&tPilifftT 1 ) 
[07] 

^;i/-T^g^^LTV^lf-^;v^O*TO^MMP-7 ^ftA-t^m ( 
Pre) tmX& (Post) OMR I (7jt#3i&PiH£T 2 ) ffc&o 
[0 8] 

^;V-T^^^^LTV^tf-^;^omP^^MMP-3 'Ir&A-r^mr ( 
Pre) £&Af& (Post) OMR I (7K^PMftT2) -C&&o 
[H19] 

[mi o] 

-)Vt LTO£S:ft*£7K£&AU lMF^^^LTfp^tTta^^^^^ 
9 - y o T^-fe t fzffigz £ > MM P - 7 &A 1 £3:&:!£7]c£ A o v> t^tlit 

[mil] 

O 

[mi 2] 
[mi3] 

MM P — 7 H <£ & 7n ftT'V* > 05WR &f£$l t ? jr.* * > 7 n y b &o 
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- 7 Steffi T? <, 



fflIE# 2004-3007274 



#M 2003-187675 

m m a m & m * 



p 



i . b 



[303035396] 
2003# 6^265 
3K^«/h^#m JT#*Wr 2-11-19 



2/E 



2003-187675 



m m a m 



[303035385] 



1 . ^5E3M 0 



2003^ 6^260 

m^fpgnEm 2 -10 



- 8 



This Page is Inserted by IFW Indexing and Scanning 
Operations and is not part of the Official Record 



Defective images within this document are accurate representations of the original 
documents submitted by the applicant. 

Defects in the images include but are not limited to the items checked: 

□ BLACK BORDERS 

□ IMAGE CUT OFF AT TOP, BOTTOM OR SIDES 



El BLURRED OR ILLEGIBLE TEXT OR DRAWING 
^SKEWED/SLANTED IMAGES 

□ COLOR OR BLACK AND WHITE PHOTOGRAPHS 

□ GRAY SCALE DOCUMENTS 

□ LINES OR MARKS ON ORIGINAL DOCUMENT 

■ 

□ REFERENCED) OR EXHIBIT(S) SUBMITTED ARE POOR QUALITY 

□ OTHER: . 

IMAGES ARE BEST AVAILABLE COPY. 
As rescanning these documents will not correct the image 
problems checked, please do not report these problems to 
the IFW Image Problem Mailbox. 



BEST AVAILABLE IMAGES 




FADED TEXT OR DRAWING 



